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(iii) 




14. 

comprises: 

(i) 

(ii) 




(iii) 
(iv) 



for a tirmfe period sufficient to produce a culture having a compact multilayer 
like apc/earance whereby said culturing is performed in the absence of a feeder 
layer; and 

identifying EG cells contained therein. 



(Twice Amended) An improved method of producing chimeric avians which 

isolating primordial germ cells (PGCs) from an avian; 

maintaining such PGCs in a tissue culture medium containing at least the 

following growth factors; 

(1) leukemia inhibitory factor (LIF), 

(2) basic fibroblast growth factor (bFGF), 

(3) stem cell faitor (SCF) and 

(4) insulin-like growth factor (IGF) 

for a sufficient tipe to produce embryonic germ (EG) cells whereby said 
j^culture is maintained in the absence of a feeder layer; 
transferring sain EG cells into a recipient avian embryo; and 
selecting for chimeric avians which have the desired EG phenotype. 



See the attached Appendix for the changes made to effect the above claim(s). 
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Please add the following new Claims 25-30: 



V 




25. 

(i) 

(ii) 



An improved method of producing germline chimeric avians which comprises: 
isolating primordial germ 
maintaining such^PGCs ir 




following growth factors; 

( 1 ) leukemia inhibitor y factor (LIF), 

(2) basic fibroblast gr )wth factor (bFGF), 

(3) stem cell factor (SCF) and 



(iii) transferring said PGCs r in 



(iv) selecting for germline ch 



cells (PGCs) from a Stage XII-XIV avian embryo; 
a tissue culture medium containing at least the 



(4) insulin-like growth factor (IGF); 

} i ) O 1 ^ it) 

6 a Stage XII-XIV recipient avian embryo; and 



J 



chimeric avians which havejthe desired PGC phenotype. 



26. An improved method of producing germline or somatic cell chimeric avians 
which comprises: 

(i) isolating primordial gemd cells (PGCs) from a Stage XII-XIV avian embryo; 

(ii) maintainin^^chjpGCs i i a tissue culture medium containing at least the 
following growth factors 



( 1 ) leukemia inhibitory factor (LIF), 



(2) basic fibroblast g 

(3) stem cell factor 



rowth factor (bFGF), 
(SCF) and 
(4) insulin-like gro\ /th factor (IGF), 
for a sufficient time to produce embryonic germ (EG) cells; 



u 



(iii) identifying and isolating embryonic germ (EG) cells from saicTcultured 



population of primordial germ cellsc 
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said i 



(iv) transferring said isolated EGs into a recipient Stage X avian embryo of the 



same species is the avian used to obtain said isolated, purified PGCs; 



(v) 
(vi) 




allowing ,said 
selecting for £ 
phenotype/ 



recipient avian to develop into a bird; and 



ermline or somatic cell chimeric avians that(expressythe PGC 



GO 



isolating a pun; 
XIV avian em 
culturing said 
tissue culture ir 



(iii) identifying) the 



27. A method for )roducing avian embryonic germ (EG) cells comprising the 
following steps: 

(i) isolating a pur^ population of primordial germ cells (PGCs) from a Stage XII- 

ryo; 

ure population of PGCs for a period of at least fourteen days in 



the absence of a feeder layer sufficient to produce a culture 
having a compact multilayer like appearance; and 



M - / 

G cells contained therein. 



28. 
(i) 

(ii) 
(iii) 

(iv) 
(v) 



A method for producing chimeric avians comprising: 

isolating a pure population of primordial germ cells (PGCs) from a Stage XII- 
XIV avian emb yo; 

culturing said pure population of PGCs for a period of at least fourteen days in 



tissue culture: 



transferring sai ijpurifiedVPGCs into a recipient avian embryo of the same 
species as the £ vian used to obtain said isolated, purified (PGCs; 

r lM - 7 ^ 

allowing said recipient avian! to develop into a bird; and 



selecting for chimeric avians that(expressjthe PGC phenotype/ 
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29. 

(i) 

(ii) 
(iii) 

(iv) 
(v) 



comprising: 
(i) 



(iii) 

(iv) 

(iv) 
(v) 



A method jfor producing germline chimeric avians comprising: 

isolating a pure population of primordial germ cells (PGCs) from a Stage XII- 

XIV aviar embryo; 

culturing said pure population of PGCs for a period of at least fourteen days in 



tissue culture; 



transferring said purified PGCs into a recipient Stage XII-XIV avian embryo 
of the same species as the avian used to obtain)said isolated, purified PGCs; 
alio wing\ said recipient avianjto develop into a bird; and [J$? 
selecting 



br germline chimeric avians that v expres^the PGC phenotype.) 



30. (New) A method for producing germline or somatic cell chimeric avians 



isolating a pure population of primordial germ cells (PGCs) from a Stage XII- 
XIV avian embryo; 

said pure population of PGCs for a period of at least fourteen days in 



(ii) culturing 



tissue culture; 

____ O^V-K 

identifyir g and isolating embryonic germ (EG) cells from^said cultured 
population of primordial germ cells; 

transferring said isolated EGs into a recipient Stage X avian embryo of the 
same species as the avian used to obtain said isolated, purified PGCs] 



allowing 



aid recipient avian to develop into a bird; and 



selecting for germline or somatic cell chimeric avians thatj expressuhe PGC 



/ — 



phenotype I' 



